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Introduction
The comparison of rumen metabolism of crossbred cattle and buffaloes are quite challenging and interesting to recognize the rumen microbial activities under the same feeding and environmental conditions. The rumen in both cattle and buffaloes is well developed and recognized as fermentation vat to utilize the cellulosic matter and allows the maximal use of fermentation end-products particularly volatile fatty acids (VFAs) and microbial proteins for ruminants [1] [2] [3] [4] . Despite these similarities, some differences also exists in terms of feed intake, nutrient digestibility, rumen bacterial and protozoal population, behavioral habits, and their interactions with the environment [1, 5, 6] .
Many in-vitro as well as in-vivo studies have been carried out concerning digestion, metabolism, rumen microbial population, and physiological conditions in cattle and buffaloes [7] [8] [9] [10] [11] [12] [13] [14] . Swamp buffaloes are more efficient than cattle in many aspects, namely, nitrogen (N)-recycling and fiber digestion, ruminal ammonia nitrogen (NH 3 -N) level in relation to efficient fermentation and intake [1, [15] [16] [17] . High grain diet and or the little addition of soluble carbohydrate results in shift of fermentation pattern, lowered ruminal pH, and few protozoa may be eliminated or inhibited [18] .
There is paucity of literature dealing with rearing of cattle and buffalo on similar diets and under same environmental conditions. Therefore, the present study was designed to evaluate the effect of feeding high and low roughage total mixed ration diets on rumen metabolites and enzymatic profiles in crossbred cattle and buffaloes. (Table-1 ). Concentrate mixture consisted crushed maize grain (37%), solvent-extracted soybean meal (20%), wheat bran (40%), mineral mixture (2%), and salt (1%) and analyzed composition of concentrate and roughage have been presented in Table- 2.
Sampling and analysis of rumen fluid
During the past two consecutive days of the experiment, rumen fluids (100 ml) were collected into a pre-warmed flask from the fistulated animals at 0, 2, 4, 6 and 8 h post-feeding of each animal. Ruminal digestibility and rumen metabolite concentrations are changed after feeding in a time-dependent manner. Hence, comparison of effect of high and low roughage diet on rumen metabolite and enzymatic profile will also change in due to the course of time post-feeding. Thus, we have considered different time frame to observe the effect of diet based on the mean values of different rumen metabolite and enzymatic parameters. Moreover, digestibility depends on so many factors including interspecies variation. Monitoring different rumen metabolite parameters and enzymatic profile in response to different types of diet, the interspecies variation can be assumed form which the diet and ruminal environment can be manipulated to have a better effect on production status from these animals. Hence, we thought species interaction might add good values to the current research. Immediately, after collection pH of rumen fluid was measured and transported to laboratory for further analysis such as protozoa, VFAs, and other biochemical parameters related to N fractions. Some amounts of content were kept at −20°C for enzymatic study. NH 3 -N was estimated by method described earlier by Weatherburn [19] .
Rumen metabolites
Rumen fluid was separated into two parts; one part was used to determine VFAs which were analyzed using gas chromatograph equipped with a double flame ionization detector [20] and the second part was analyzed for NH 3 N, total N (TN), and trichloroacetic acid precipitable nitrogen (TCA ppt. N) by the standard Kjeldahl procedure [21] . The nonprotein nitrogen (NPN) was calculated as the difference between TN and TCA ppt. N. Lactic acid (LA) concentration in rumen liquor was estimated as per method described by Barker and Summerson [22] .
Enzyme assay
The microbial enzymes from the rumen contents were extracted as per the method described by Hristov et al. [23] . For estimation of carboxymethylcellulase (CMCase) and xylanase activity, the reaction mixture (1 ml phosphate buffer [0.1 M, pH 6.8], 0.5 ml enzyme, and 0.5 ml of either CMCase [1.0%] or xylan [0.25%]), were incubated at 39°C for 60 and 30 min, respectively, and the amount of reducing sugars released were estimated [24] . The Avicelase activity was estimated by measuring the amount of reducing sugar (Avicel 1%) released from Avicel using the reaction mixture (1 ml phosphate buffer [0.1 M, pH 6.8], Mineral mixture 2 and common salt 1% as supplement; concentrate mixture=crushed maize, 37%; solvent extracted soybean meal, 20%; wheat bran, 40%; mineral mixture, 2% and salt, 1%. TMR=Total mixed ration Available at www.veterinaryworld.org/Vol.10/June-2017/8.pdf 1 ml enzyme and 0.5 ml of Avicel [1%]) incubated at 39°C for 60 min. Protein and protease estimation was carried out as per the method described by Lowry et al. [25] , and protease activity was measured using azocasein as substrate [26] .
Ciliate protozoa
The number of protozoa was counted as per the procedure described by Kamra et al. [27] . Number of protozoa/ml rumen liquor N=(n×A×D)/(a×v).
Statistical analysis
The means of all parameters measured were statistically analyzed by analysis of variance procedure and means were statistically compared in rumen fluid at 0, 2, 4, 6, and 8 h post-feeding among different treatment groups (T1, T2 and T3), between both animal species (cattle and buffalo) and among treatment and species (T×S) using the statistical software SPSS (version 20.0). Differences among treatments were analyzed by Duncan's multiple range test using the generalized linear model of Snedecor and Cochran [28] .
Results
There was non-significant (p>0.05) difference in intake g/kgW 0.75 and digestibility of dry matter (DM), organic matter (OM), crude protein (CP), ether extract, neutral detergent fiber (NDF), and acid detergent fiber (ADF) in crossbred cattle and buffalo (Table-3 ). Among treatment, digestibility was influenced in high roughage diet to low roughage diet. In ruminant species, apparent digestibility was increased according to inclusion level of concentrate in diets.
Rumen pH
Feeding of different diet did not alter pH of the rumen fluid significantly (p>0.05) post-feeding among different treatment groups. No significant (p>0.05) variation in ruminal pH was also observed post-treatment between crossbred cattle and buffalo population ( Table-4) .
Nitrogen fractions
Nitrogen fractions, viz., NH 3 -N, TN, TCA ppt. N and NPN in the rumen liquor in groups (T 1 , T 2 , and T 3 ) are presented in Table- 4. The concentration of NH 3 -N (mg/dL) was significantly (p<0.01) lower in group T 3 followed by T 2 than T 1 . Ruminal NH 3 -N varied significantly (p<0.05) and was found to be higher in buffalo than crossbred cattle. The total nitrogen level (mg/dL) was found to be significantly (p<0.01) higher in buffaloes than crossbred cattle. Among treatments, it was varied significantly (p<0.01) and observed to be highest for T 1 and lowest for T 3 ; however, the value in T 2 was intermediate between these two groups. The variation in mean values of TCA ppt. N were observed to be non-significant (p>0.05) between crossbred cattle and buffaloes but it varied significantly (p<0.05) within the treatment groups. The NPN value (mg/dl) was significantly (p<0.01) higher for buffaloes than crossbred cattle. Among the treatments groups, NPN value (mg/dL) was non-significant (p>0.05) with each other.
LA and VFAs
There was no significant (p>0.05) variation observed in LA concentration, neither among the treatment groups nor between crossbred cattle and buffalo population post treatment (Table-4) .
The values of total VFAs (TVFAs) and relative percent of acetate, propionate, and butyrate were depicted in Table-5 . A significant difference (p<0.05) in TVFAs concentration was observed in the rumen liquor of crossbred cattle and buffaloes. The level of acetate was significantly (p<0.05) higher in crossbred cattle (9.26±0.24) than buffaloes (8.41±0.24). However, no significant (p>0.05) variation in acetate concentration was observed among the treatment groups post-feeding. Whereas propionate concentrations did not differ significantly (p>0.05) among the treatment groups and between cross-bred cattle and buffalo population post-feeding. Butyrate (mmol/dL) The molar percent of acetate, propionate, butyrate, A:P ratio and (A+B):P ratio varied non-significantly (p>0.05) between crossbred cattle and buffaloes. Although molar proportion of acetate and butyrate (mol/100 mol) differed significantly (p<0.05) among different treatment groups. Acetate proportion was found to be highest in green fodder rich diet (T 3 ) while butyrate proportion was found to be highest in concentrate fodder rich diet (T 1 ) ( Table-5 ).
Rumen enzyme activities
Rumen liquor was collected from all animals and analyzed for rumen enzyme, viz., CMCase, xylanase, avicelase, and protease ( Table-6 ). The result indicated that the microbial enzyme profiles of crossbred cattle and buffaloes were comparable (p>0.05). No significant (p>0.05) variation in rumen microbial enzyme activity was also observed among the treatment group animals post-feeding.
Ciliate protozoa
Among the treatment groups, protozoal population of holotrichous and sporotrichosis were found to be significantly higher (p<0.01) in T 1 and T 2 than T 3 group animals, whereas cross-bred cattle population was found to harbor significantly (p<0.01) higher number of both of the protozoa than buffaloes (Table-7) . Total protozoa population was significantly (p<0.01) higher in crossbred cattle than buffaloes, but within treatment groups, it was highest for T 1 and lowest for T 3 group animals.
Discussion
Feeding of different concentrate roughage ratios was found to have no drastic effect on rumen environment [29] . In crossbred cattle and buffalo, mean value of rumen pH was in agreement with values reported by Franzolin et al. [16] and Baraka [30] . A similar type of non-significant (p>0.05) effect on diurnal ruminal pH was also documented by Chanthakhoun et al. [1] between swamp buffalo and beef cattle fed on rice straw.
There was no significant variation in protease activity between buffalo and cattle, but from the The difference may not be significant but its effect may be enough leading to higher NH3-N concentration in buffaloes. Ruminal NH 3 -N varied significantly (p<0.05) and was found to be higher in buffalo than crossbred cattle which was in agreement with Khajarern and Khajarern [31] . The higher concentration of NH 3 -N in buffaloes indicates higher proteolytic activity in the rumen of buffaloes than crossbred cattle although the variation in enzyme activity was not significant [32] . Suwanlee and Wanapat [33] reported that when ruminal NH 3 -N increased from 1.7 to 5.6 mg%, total bacterial count, digestibility of DM, NDF and ADF were increased. In the current study, it is evident from Tables-3 and 4 that the overall trend suggests an increase in ruminal NH3-N level occurs along with increase in DM intake (DMI) among different feeding groups, although the level of variation in terms of significance was not found exactly similar. In case of interspecies difference, buffaloes have higher ruminal NH3-N than cattle along with higher DMI, although the difference in DMI was non-significant. We have removed protozoal population from this context in the revised manuscript as protozoal population is largely dependent on species of animal, type, and source of diet which we have mentioned in the later part of the manuscript. Increased level of ruminal NH 3 -N resulted from increased DMI [29] . However, Chanthakhoun et al. [1] reported that NH3-N concentration of buffalo did not differ from cattle although nutrient digestibilities particularly those of DM, OM, CP, NDF, and ADF was significantly (p<0.05) higher in buffalo than cattle. The values of TN, TCA ppt. N (mg %) and LA (mg/ml) in the rumen liquor increased significantly (p<0.05) with the increase in the proportion of concentrate mixture in the diet of animals. This could be due to increased soluble carbohydrates and proteins in high concentrate diet. The increased nitrogen fractions might be due to increase in the nitrogen intake by the animals with increasing proportion of concentrate in the diet. Higher concentration of ammonia reflecting better activity of intracellular deaminases and salivary recycling of urea [34] and maintenance of nitrogen balance positive due to the greater efficiency of utilization of NH 3 N by ruminal bacteria [35] .
Wanapat and Pimpa [29] reported that LA (mg/ml) in the rumen liquor increased significantly (p<0.05) with the increase in the proportion of concentrate mixture in the diet of animals; however, in the present study, there was no such effect observed on LA concentration between and within the treatment groups.
Significantly (p<0.05) higher TVFAs concentration was observed in the rumen liquor of crossbred cattle than buffaloes in the current study which was in similar trend with Chanthakhoun et al. [1] and Franzolin et al. [16] where higher VFA concentration was observed in cattle than buffaloes although the difference was non-significant, while Cutrignelli et al. [36] reported that buffaloes produced higher rumen VFAs than cattle. Although several factors such as anatomy and physiology of digestive system, feed intake and digestibility, rumen microbial metabolism, and rumen ciliate protozoal population [37, 38] may be involved for this interspecies variation in VFA production but the exact metabolic mechanism is not known [39] . However, it has been observed that the pH and ammonia concentration of rumen liquor decreased while production of TVFA increased in the absence of rumen ciliate protozoa in lambs [40] . TVFAs were found at normal concentrations of 70-130 mmol/L and also proportions of acetate, propionate, and butyrate in this study were in accordance with Hungate [41] . Among treatments, variation in the level of TVFA was non-significant (p>0.05). The proportion of VFAs (acetate, propionate, and butyrate) was not affected by energy sources which were in agreement with Hoover et al. [42] .
Franzolin et al. [16] described buffaloes had lower production of acetic acid than cattle (58.7 vs. 61.6 mol/100 mol) and higher proportion of propionic acid (27.4 vs. 23.6 mol/100 mol). There was no difference in the butyric acid production between the buffaloes (13.6 mol/100 mol) and cattle (14.8 mol/100 mol).
Enzyme activities in terms of CMCase, xylanase, avicelase, and protease activity were found to be similar in rumen content of cattle and buffalo. The probable reason of similar enzyme activity in these two species could be due to the same microbial population in the rumen fed with similar type of diets. Some workers reported higher cellulose digestibility in buffaloes than cattle [43] , whereas others did not observe any difference [44] .
Total protozoa population was significantly (p<0.01) higher in crossbred cattle than buffaloes but within treatment groups and it was highest for concentrate rich diet (T 1 ) and lowest for low concentrate diet (T 3 ) group animals. It was in agreement with Franzolin et al. [16] who reported similar type of interspecies difference in total rumen protozoal count. They also reported that protozoal count and type may vary according to the type and source of diet. Other previous reports also depicted that zebu cattle had higher numbers of rumen protozoa than the buffaloes [1, 45] ; however inversely, it was higher in buffalo than in cattle rumen [3] , but no differences were reported by Kurar et al. [46] .
Conclusion
From the present study, it may be concluded that optimum roughage to concentrate is one of the dietary means which influence microbial population for rumen fermentation depending on constituents of the treatment diet. Activities of microbial enzymes were comparable among species and different treatment groups. A total number of rumen protozoa were higher in crossbred cattle than buffaloes along with higher in animal fed high concentrate diet. Further, comparison of the rumen metabolism in crossbred cattle and buffaloes could be of scientific interest to improve the rumen microbial activities of these species by manipulating ruminal microenvironment for better digestibility and utilization of the similar feedstuffs.
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